Abstract: Obesity, a condition where excess body fat accumulates to the extent, causes a negative effect on health. Previously, we reported the extract of Dolichos lablab L. (DLL-Ex) inhibited high-fat diet (HFD)-induced increases in body weight and body fat mass and ameliorated increases in body weight. In the present work, we studyed the molecular mechanism for the inhibitory effect of DLL-Ex or Chikusetsusaponin IVa (CS-IVa), as isolated from Dolichos lablab L. (DLL) seeds extract, on adipocyte differentiation. We evaluated the effect of DLL-Ex, an anti-obesity agent, and CS-IVa, an active component of DLL-Ex, on 3T3-L1 cell differentiation via Oil red O assay and Q-PCR, along with their effects on CCAAT element binding protein alpha (C/EBPα), peroxisome proliferator-activated receptor gamma (PPARγ), fatty acid synthase (FAS), and fatty acid-binding protein 4 (FABP4) mRNA transcriptions. FAS and FABP4 protein expression levels after exposure to CS-IVa were also tested. The results showed that DLL-Ex and CS-IVa have potent inhibitory activity on adipocyte differentiation. Therefore, DLL and CS-IVa may be developed as a functional food material to treat obesity.
Introduction
Dolichos lablab L. (DLL), also known as hyacinth bean and part of the family Fabaceae, is widely grown in Africa and southern Asia, including in India and China [1] . DLL seeds are used for food and as a medicinal plant; it is reported that DLL is an effective agent against hypercholesterolemia, poison, gastrointestinal spasms, cholera, vomiting, diarrhea, leucorrhoea, and alcoholic intoxication [2] [3] [4] . Mature DLL seeds are also used for their antidiabetic, anti-inflammatory, analgesic, antioxidant, hypolipidemic, insecticidal, and antilithiatic activities, whereas the flower and leaf are used for their antimicrobial properties [5] [6] [7] [8] [9] [10] .
Previous studies have reported the isolation of chikusetsusaponin (CS)-IVa and lablabosides A, B, C, D, E, and F from DLL seeds [11] . Similarly, the purification of flavonoids, including cosmosiin, luteolin, luteolin-4 -O-β-D-glucopyranoside, luteolin-7-O-β-D-glucopyranoside, and rhoifolin from DLL flowers has been reported [12] .
Obesity is a condition where excess body fat accumulates to the extent that it causes a negative effect on health. Specifically, obesity increases the risk of obstructive sleep apnea, type 2 diabetes,
Ultra-Performance Liquid Chromatography (UPLC) Analysis
Quantitative determination of the bioactive compound, CS-IVa in DLL-Ex was performed while using a Waters Acquity UPLC ® H-Class system (Milford, MA, USA) equipped with an Acquity UPLC evaporative light scattering detector (ELSD). Data were acquired and then processed using Empower software (Waters Corporation, Milford, MA, USA). CS-IVa was separated on an Acquity UPLC C18 column (2.1 × 50 mm, particle size: 1.7 µm) at room temperature. The drift tube temperature and pressure of nitrogen in the ELSD were 60 • C and 40 psi, respectively. The mobile phase consisted of solvents A (0.1% formic acid in distilled water) and B (acetonitrile) that were previously filtered through Whatman ® membrane filters (0.22 µm, diameter. 47 mm). The gradient flow of the two mobile phases was as follows: 30% B at 0-0.5 min, 30-100% B at 0.5-5 min, and 100% B a 5-7 min. The injection volume was 0.4 µL and the flow rate was 0.5 mL/min.
3T3-L1 Cell Culture and Differentiation
3T3-L1 preadipocytes (ATCC CL-173) were purchased from the American Type Culture Collection (ATCC, Rockville, MD, USA) and maintained in Dulbecco's modified Eagle's medium (DMEM), supplemented with 10% newborn calf serum (Gibco, Thermo Fisher Scientific, Waltham, MA, USA) and 1% antibiotic-antimycotic (Gibco). For adipocyte differentiation, the cells were seeded and cultured until confluent. Cells were then incubated for an additional 48 h with fresh culture media. The medium was switched to DMEM/F12 containing 10% fetal bovine serum (FBS; Gibco) and 1% antibiotic-antimycotic (Gibco) together with 1 µL differentiation cocktail (3T3-L1 differentiation kit, BioVision, Milpitas Blvd. Milpitas, CA, USA). After three days incubation with the differentiation medium, the medium was switched to DMEM/F12 containing 10% FBS and 1.5 µg/mL insulin for an additional four days. DLL-Ex and CS-IVa were added to the cell culture medium during the differentiation process. GW9662 (Sigma-Aldrich, St. Louis, MO, USA), an irreversible PPARγ antagonist, was used as an experimental control.
Cytotoxicity Assay
3T3-L1 cells were seeded in 48-well culture plates with DMEM supplemented with 10% newborn calf serum (Gibco) and 1% antibiotic-antimycotic (Gibco). The following day, medium containing DLL-Ex (at concentrations ranging from 10-500 µg/mL) and CS-IVa (at concentrations ranging from 1-50 µg/mL) were added. Twenty-four hours later, the cell proliferation rate was determined while using the CellTiter 96 ® AQueous One Solution Cell Proliferation Assay (Promega, Fitchburg, WI, USA), according to the manufacturer's protocol.
Oil Red O Staining Assay
Oil Red O staining assays were performed, as previously described [19] . Briefly, cells were washed twice with phosphate buffer solution (PBS), and fixed with 10% formalin for 1 h. Cells were then stained with Oil Red O solution and examined under a light microscope (Olympus). After observing the lipid droplets, 100% isopropanol was added to each well and the absorption intensity at 520 nm was measured with a spectrophotometer (Molecular Devices).
RNA Isolation and Quantitative Real-Time PCR
RNA was isolated from cells while using an RNeasy isolation kit (Qiagen), according to the manufacturer's instructions. Reverse-transcription and Q-PCR using Taqman probes (ABI) were performed to detect relative mRNA expression, as described previously [19] .
Protein Extraction and Western Blot Analysis
After differentiation, the cells were washed twice with ice-cold Dulbecco's phosphate buffered saline (DPBS) and lysed in lysis buffer containing a protease inhibitor cocktail (Roche Applied Science). The cell lysates were kept in ice for 30 min and centrifuged at 14,000× g for 20 min at 4 • C. After centrifugation, the supernatants were removed and the protein concentrations in the supernatants were determined while using a BCA Protein Assay Kit (Thermo Scientific Pierce, Waltham, MA, USA). Western blotting was performed while using precast gels (Bio-Rad Laboratories, Hercules, CA, USA) and all the separated proteins were transferred onto polyvinylidene difluoride membranes (Bio-Rad Laboratories). The membranes were blocked with non-protein blocking reagent (Atto) for 30 min and then incubated with primary antibodies (Adipogenesis Marker Antibody Sampler Kit, Cell Signaling Technology) overnight at 4 • C. The membranes were washed with tris-buffered saline-tween (TBST) buffer and incubated with horseradish peroxidase-conjugated secondary antibodies (Cell Signaling Technology, Danvers, MA, USA) for 1 h at room temperature. The membranes were visualized while using an enhanced chemiluminescence (ECL) detection system (Thermo Scientific) and the bands were visualized using a chemiluminescence imaging system (Fusion Sl; Vilber Lourmet, Collégien, France).
Statistical Analysis
All data are presented as mean ± standard error of the mean (SEM). All data were tested by t-test analysis. All statistical analyses were performed using Statistical Product and Service Solutions (SPSS, SPSS Inc., Chicago, IL, USA) program (IBM, Armonk, NY, USA). The concentration of CS-IVa in DLL was analyzed via UPLC and the retention time of CS-IVa was found to be 2.08 min (Figure 2 ). The calibration curve for the quantitative analysis of CS-IVa in DLL was performed at a concentration range of 125-1000 µg/mL, and the concentration of CS-IVa in dried DLL was 614 µg/g (0.0614%) and in DLL-Ex was 5400 µg/g (0.54%). Cytotoxicities of DLL-Ex and CS-IVa were determined using MTT assays. Figure 3 shows that DLL-Ex and CS-IVa had minimal cytotoxic effects up to 500 µg/mL and 50 µg/mL, respectively, in 3T3-L1 cells. The concentration of CS-IVa in DLL was analyzed via UPLC and the retention time of CS-IVa was found to be 2.08 min (Figure 2 ). The calibration curve for the quantitative analysis of CS-IVa in DLL was performed at a concentration range of 125-1000 µg/mL, and the concentration of CS-IVa in dried DLL was 614 µg/g (0.0614%) and in DLL-Ex was 5400 µg/g (0.54%). The concentration of CS-IVa in DLL was analyzed via UPLC and the retention time of CS-IVa was found to be 2.08 min (Figure 2 ). The calibration curve for the quantitative analysis of CS-IVa in DLL was performed at a concentration range of 125-1000 µg/mL, and the concentration of CS-IVa in dried DLL was 614 µg/g (0.0614%) and in DLL-Ex was 5400 µg/g (0.54%). Cytotoxicities of DLL-Ex and CS-IVa were determined using MTT assays. Figure 3 shows that DLL-Ex and CS-IVa had minimal cytotoxic effects up to 500 µg/mL and 50 µg/mL, respectively, in 3T3-L1 cells. Cytotoxicities of DLL-Ex and CS-IVa were determined using MTT assays. Figure 3 shows that DLL-Ex and CS-IVa had minimal cytotoxic effects up to 500 µg/mL and 50 µg/mL, respectively, in 3T3-L1 cells. The concentration of CS-IVa in DLL was analyzed via UPLC and the retention time of CS-IVa was found to be 2.08 min (Figure 2) . The calibration curve for the quantitative analysis of CS-IVa in DLL was performed at a concentration range of 125-1000 µg/mL, and the concentration of CS-IVa in dried DLL was 614 µg/g (0.0614%) and in DLL-Ex was 5400 µg/g (0.54%). Cytotoxicities of DLL-Ex and CS-IVa were determined using MTT assays. Figure 3 shows that DLL-Ex and CS-IVa had minimal cytotoxic effects up to 500 µg/mL and 50 µg/mL, respectively, in 3T3-L1 cells. To investigate the effect of DLL-Ex and CS-IVa on lipid formation, intracellular lipid accumulation was measured in differentiated adipocytes. Microscopic observations were used to identify the intracellular lipid droplets in differentiated adipocytes. Adipocyte differentiation of 3T3-L1 preadipocytes was examined using Oil red O staining (Figure 4) . DLL-Ex and CS-IVa treatment significantly reduced intracellular lipid contents as compared to vehicle-treated differentiated adipocytes.
Results
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To investigate the effect of DLL-Ex and CS-IVa on lipid formation, intracellular lipid accumulation was measured in differentiated adipocytes. Microscopic observations were used to identify the intracellular lipid droplets in differentiated adipocytes. Adipocyte differentiation of 3T3-L1 preadipocytes was examined using Oil red O staining (Figure 4) . DLL-Ex and CS-IVa treatment significantly reduced intracellular lipid contents as compared to vehicle-treated differentiated adipocytes. Further, we investigated whether DLL-Ex and CS-IVa affected C/EBPα, PPARγ, FASN, and FABP4 mRNA expression in differentiated adipocytes via Q-PCR ( Figure 5 ). When compared with the vehicle-treated differentiated adipocytes, DLL-Ex and CS-IVa significantly inhibited the mRNA expressions of C/EBPα, PPARγ, FASN, and FABP4. Although low doses (10 and 30 µg/mL) of DLL-Ex showed no significant inhibitory effects on C/EBPα, PPARγ, FASN, and FABP4 mRNA expression, DLL-Ex significantly inhibited the mRNA levels of C/EBPα and PPARγ at a dose of 100 μg/mL. Moreover, CS-IVa inhibited the mRNA levels of C/EBPα, PPARγ, FASN, and FABP4 in dose-dependent manners. CS-IVa repressed the both mRNA and the protein expression of FAS and FABP4 ( Figure 6 ). 
Discussion
The 3T3-L1 cell line that is used in adipose tissue study could differentiate into mature adipocytes that are morphologically and biochemically similar to adipocytes [22, 23] . The differentiated adipocytes were considered to be the key of obesity development [22, 24, 25] . For further research on anti-obesity of DLL-Ex or CS-Iva, in this study, we studied the molecular mechanism for the inhibitory effect of DLL-Ex or CS-Iva on adipocyte differentiation.
Lipid accumulation is one key feature in obesity. The beneficial effects of decreased lipid contents in the adipogenic differentiation of 3T3-L1 cells by DLL-Ex or CS-IVa suggest that DLL-Ex and CS-IVa inhibited the adipocyte differentiation effect.
C/EBPα and PPARγ are key activators of adipogenesis. They have been shown that they could directly enhance expression of adipocyte gene. C/EBPα is important for differentiation and maintenance of adipose and PPARγ is involved in adipogenesis, such as FABP4, LPL, and fatty acid transporter, and the maintenance of the adipocyte phenotype [26] [27] [28] [29] [30] [31] . Our results showed that both DLL-Ex and CS-IVa showed inhibitory activity on C/EBPα and PPARγ expression. It is suggested that DLL-Ex and CS-IVa inhibited the differentiation and maturation of 3T3-L1 cells by inhibiting the expression of the adipogenic transcription factors PPARγ and C/EBPα. FABP4, also called adipocyte protein 2 (aP2), is a carrier protein for fatty acid that is primarily expressed in adipocyte. FABP4 is similar to the FABPs family and are thought to enhance the transfer of fatty acids through binding to fatty acid [32, 33] . Specially, FABP4 has been proved that FABP4 is expressed strongly induced by adipocyte differentiation [34] , and FABP4 has been an adipocyte differentiation marker [35] [36] [37] . It is also reported that FABP4 and expression is controlled by C/EBP and PPARγ [38] [39] [40] . Since the expression of adipogenic transcription factors, C/EBPα and PPARγ, were down-regulated by CS-IVa, we further addressed the expression of their downstream genes, such as FAS and FABP4, which are important adipogenic proteins that are involved in fatty acid and triacylglycerol synthesis. These results suggest that CS-IVa represses preadipocyte differentiation and adipogenesis via inhibiting the expression of the adipogenic transcriptional factors and their downstream target genes.
Saponins are potential biological activity compounds that are insisted in various natural plants. Generally, saponins contains triterpenoid saponin and steroid saponin, that triterpenoids have C30 triterpene skeleton and steroid saponins have C27 steroidal skeleton. Some of saponins, especially triterpenoid saponins, are found as saponin glycosides that attach various sugar molecules with the triterpene skeleton, such as glucose, galactose. It is reported that triterpenoid saponins showed many biological activities, such as anti-microbial, hypolipidemic, immunomodulatory, anti-tumor, anti-diabetic, hypocholesterolemia, anti-coagulant, anti-carcinogenic, hepatoprotective, hypoglycemic, neuroprotective, anti-inflammatory, and anti-oxidant activity [41] [42] [43] . Some of them and saponin-enriched extract also showed excellent anti-obesity activity [44] [45] [46] [47] [48] [49] [50] [51] [52] [53] [54] . CS-IVa also showed good anti-hyperglycemic, hypolipidemic, anti-inflammatory, cardioprotective, and 
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Our recent animal study revealed that DLL-Ex not only repressed hepatic steatosis but also repressed weight gain by HFD [19] . Present work showed that DLL-Ex and its active constituent CS-IVa inhibit adipocyte differentiation and decrease lipid accumulation. These results suggest that the anti-obesity effect of DLL-Ex likely resulted from the inhibition of adipogenesis via CS-IVa.
Conclusions
CS-IVa, which is a bioactive component of DLL-Ex (0.54% in DLL-Ex), decreased the expression of genes that are important to the adipogenesis process in 3T3-L1 adipocytes, suggesting that it is the active ingredient that suppresses the adipocyte size, number, and intracellular fat accumulation found after treatment with DLL-Ex. The biological availability concentration of CS-IVa is 16.29 mg/mL in raw seeds, or 1.85 mg/mL in DLL-Ex. These results suggest that CS-IVa and DLL-Ex might be developed into a drug for the treatment of obesity and related diseases. Funding: This research was funded by the Innopolis Foundation which received funds from the Korean government through NovaKmed Co., Ltd., grant number A2016-02-DD-022, G17280.
